Brinjal is an important vegetable crop grown worldwide. A field survey conducted during 2012 in Kerala state of South India, the little leaf disease affected brinjal plant was observed in one of the home gardens located at Nemmara (Palakkad district). The diseased and healthy samples were collected; genomic DNA was isolated and 16SrRNA gene amplified by performing nested PCR using universal primers pairs P1/P7 and R16F2n/R2 respectively. The association of Phytoplasma was detected in all the three symptomatic brinjal samples and in Phytoplasma affected Periwinkle used as positive control. An expected amplicon size of 1250bp from nested PCR was purified and sequenced. The nucleotide sequence analysis (nBLAST) of 1250bp fragment of sequence KL-50(KP027530) revealed 97% similarity with Candidatus phytoplasma trifolii (JX104336). Phylogenetic analysis and study of virtual RFLP gel pattern of the sequence also revealed the association of Candidatus phytoplasma trifolii.
Phytoplasma are very small, pleomorphic, non-helical wall less obligate bacteria inhabiting plant phloem tissues and insect vectors and are found to be associated with many economically important crops with diverse symptoms causing minor to extensive crop loss (Doi et al. 1967) . Because of many unsuccessful attempts to grow them in culture, they are detected by molecular methods. Designation of a new taxon 'Candidatus Phytoplasma' was proposed for them (IRPCM 2004) . The association of Phytoplasma with Brinjal as causative agent of little leaf has been reported from Northern India (Azadvar and Baranwal 2012; Kumar et al. 2012) .
Brinjal (Solanum melongena L.) is one of the most important vegetables grown in different regions of the world. India is the second largest producer of Brinjal, next to China. In recent times, the cultivation and productivity is affected by Little Leaf Brinjal (LLB) caused by Phytoplasma. In the present study, association of Phytoplasma in one of the home gardens of Nemmara village (10°35′0″N 76°36′0″E), Palakkad district of Kerala state in south western part of India is presented. In Kerala, home gardens are generally away from commercial cultivated fields and LLB symptoms are not very common. In the present study for the first time, a phytoplasma infected brinjal plant was located in home garden and that made us to take up the work to detect and characterize the associated Phytoplasma.
The typical disease symptoms were similar to the little leaf of Brinjal (LLB) symptoms recorded earlier in other parts of India and elsewhere with typical stunted growth, yellowish, malformed leaves, shortened internodes, clustering of leaves to form rosette appearance of entire aerial branches at the top (Fig.1) . A total of six samples [3 little leaf associated brinjal samples-KLLB1, KLLB2, KLLB3; Healthy Brinjal-KH1, KH2; and Phytoplasma infected Periwinkle (Catharanthus roseus) as positive control (CR1, CR2)] were collected and subjected to total genomic DNA isolation by GenElute Plant Genomic DNA Miniprep Kit (Sigma-Aldrich, USA) and DNA samples were used directly for PCR analysis employing P1/P7. The PCR conditions included, initial denaturation at 94˚C for 3min. and 35 cycles of denaturation at 94˚C for 1min., annealing at 50˚C for 1min. and extension at 72˚C for 2min. followed by final extension at 72˚C for 10min. The first PCR products were diluted to 1:30 with nuclease free water and 1µl of DNA sample was used for nested PCR with R16F2n/R16R2 primers pairs (Gunderson and Lee 1996) employing the same PCR conditions as above. The nested PCR product of ~1250bp size was detected in symptomatic plants and were separated on 1.5% agarose gel, eluted, purified and sequenced directly by Sanger sequencing method. 16S rDNA sequences from LLB sample were found identical and a representative sequence was deposited in the GenBank with the accession number KP027530.1. The R16F2/R16R2 primer primed 1250bp length 16SrRNA sequence was subjected to nBLAST search for sequence homology study and in-silico RFLP pattern using iPhyClassifier online tool (http://www.plantpathology.ba.ars.usda.gov /cgibin/resource/iphyclassifier.cgi) (Zhao et al. 2009; IRPCM 2004) . The Phytoplasama reference strains for the study were retrieved from NCBI Gen Bank database to construct a phylogenetic tree. The n-BLAST search for the sequence showed 100% query cover and 97% similarity with 'Candidatus Phytoplasma trifolii' (JX104336.1). For phylogenetic analysis, 16SrRNA genes sequences of reference sequences retrieved from the Gen Bank and sequences from the present study were aligned using CLUSTAL W version (Thompson et al., 1994) . For phylogenetic analysis, 16SrRNA genes sequences of reference sequences retrieved from the Gen Bank and sequences from the present study were aligned using CLUSTAL W version (Thompson et al., 1994) . Further, similarity coefficient value was calculated based on the Virtual RFLP pattern of 16SrRNA gene indicated that 16S rDNA sequence of LLB sample from Kerala shared 0.91 similarity coefficient with reference strain of the 16Sr group VI, subgroup D (X83431). A phylogenetic tree was constructed by neighbor-joining method using MEGAv6 (Tamura et al., 2007) . Acholoplasmae ladlawii was used as an out group to root the tree. Bootstrapping was performed 1000 times for estimation of stability and support for the clades. The phylogenetic tree also revealed the clustering of the isolate with members of 16srVI group (Fig. 2) . Based on sequence homology, virtual RFLP and phylogenetic analysis, it was found that a member of the Candidatus Phytoplasma trifolii related phtoplasma is associated with little leaf of brinjal from home gardens of Kerala. 
